Figure provides additional data regarding let-7-C miRNA expression in the CNS, including northern blots of miR-100 and miR-125, schematic of transcriptional reporters used in this study, and analysis of one of those (let-7-C Δ3miR ::optGal4) in the CNS.
Supplemental Figure Additional characterization of let-7-C MB phenotypes
Figure provides additional characterization of let-7-C mutant mushroom body phenotypes, as well as verification that strains used to assay let-7-C dosage effects contain differing levels of let-7.
Supplemental Figure Additional analysis of chinmo 3'UTR extension
Figure provides schematic of chinmo 3'UTR, verification of UAS-miRNA constructs used to assay chinmo 3'UTR luciferase reporters in Figure 3G , and pictures of fly eyes whose pigment was quantified in Figure 3H Figure 1B . Total RNA was extracted from CNS tissues dissected from staged animals and probed for miR-100, miR-125 and U6 snRNA.
(C) Schematics of let-7-C locus and transcriptional reporters used to assay let-7-C expression. The let-7-C locus spans ~18kb and encodes a ~2.4kb primary let-7-C transcript that contains miR-100, let-7 and miR-125. The let-7-C::Gal4 transcriptional reporter is the result of a Gal4 knock-in into the endogenous let-7-C locus, and is described in Sokol, 2008. The let-7-Cp 12.5kb ::lacZ transcriptional reporter contains 12.5kb of the first let-7-C intron upstream of lacZ, and is described in (Chawla and Sokol, 2012) . The let-7-C Δ3miR ::optGal4 transcriptional reporter contains a modified version of the full-length let-7-C locus in which all three microRNAs were deleted upstream of a Drosophila codon optimized gal4 cDNA (Pfeiffer et al., 2010) . (D-F) let-7-C Δ3miR ::optGal4 transcriptional reporter driving UAS-GFP::lacZ::nls (white in left panels, green in right panels) is not detected in (D) white prepupae (0h) stained for Dac (magenta, bottom panels) but is detected in increasing numbers of MB neurons in (E) 12-h pupae (12h), and (F) 24-h pupae (24h). Arrowheads mark cells expressing let-7-C Δ3miR ::optGal4 in 12 h pupae. Scale bar: D, E, F, 30 µm. (Zhu et al., 2003; Zhu et al., 2006) . ( Northern blot analysis of total RNA extracted from KC-167 cells transfected with
UAS-let-7-C, UAS-let-7-C Δlet-7, miR-125 , UAS-let-7-C ΔmiR-100, miR-125 , UAS-let-7-C ΔmiR-

100, let-7 , UAS-let-7-C Δ3miR , or no DNA (-) and probed for miR-100 (B), let-7 (C), or
miR-125 (D). Blots were also probed with U6 as a loading control. (E) Fold repression of luciferase reporters containing synthetic miR-100 sites followed by the white in cell cultures in which UAS-let-7-C, UAS-let-7-C Δlet-7, miR-125 , or UASlet-7-C Δ3miR were transfected. P < 0.0001 comparing UAS-let-7-C and UAS-let-7-C Δ3miR . P = 0.0003 comparing UAS-let-7-C Fold repression of luciferase reporters containing synthetic let-7 sites followed by the white in cell cultures in which UAS-let-7-C, , or UAS-let-7-C Δ3miR were transfected. P = 0.0006 comparing UAS-let-7-C and UASlet-7-C Δ3miR . P < 0.0001 comparing UAS-let-7-C ΔmiR-100, miR-125 and UAS-let-7-C Δ3miR . (G) Fold repression of luciferase reporters containing synthetic miR-125 sites followed by the white in cell cultures in which UAS-let-7-C, , or UAS-let-7-C Δ3miR were transfected. P = 0.0058 comparing UAS-let-7-C and UAS-let-7-C Δ3miR . P = 0.0094 comparing UAS-let-7-C ΔmiR-100, let-7 (A, C, E, G) OK107-Gal4, UAS-mCD8::GFP labeled wildtype (A), UAS-miR-100 (C), UAS-let-7 (E), and UAS-miR-125 (G) adult MB clones generated in newly hatched larvae and stained with anti-FasII antibodies. Scale bar in A, C, E, and G is 50 µm. and / lobes were counterstained with anti-Fas II antibodies (in magenta). Note that the UAS-let-7 clone has a strong temporal transformation phenotype, displaying a loss of early born neurons and '/ ' (asterisks in E) and appearing identical to chinmo 1 MBs clones (see Figure 3E) . The UAS-miR-125 clone has a weak temporal transformation phenotype in which its and '/ ' lobes are either absent or clearly reduced (asterisks in G). (B, D, F, H) OK107-Gal4, UAS-mCD8::GFP labeled UAS-Δlet-7-C (B), UAS-miR-100 (D), UAS-let-7 (F), and UAS-miR-125 (H) early 3 rd larval MB clones generated in newly hatched larvae and stained with anti-Chinmo antibodies. Chinmo levels are not affected in UAS-Δlet-7-C (B) or UAS-miR-100 (D) clones but are substantially reduced in UAS-let-7 (F) and UAS-miR-125 (H) clones. Clones are outlined in yellow in the Chinmo channel. Scale bar in B, D, F and H is 7.5 µm.
SUPPLEMENTAL EXPERIMENTAL PROCEDURES
Drosophila methods
For developmental analyses, 1-h old newly hatched larvae of appropriate genotypes were collected, transferred to vials in batches of 80, and aged to the desired stage. Late third instar larvae were staged according to the blue food method (Andres and Thummel, 1994; Pfeiffer et al., 2010) . Pupae were staged in hours after puparium formation. Neuroblast and single/two-cell clones were induced with a 60 and 15-minute heatshock at 38C, respectively. Eye color was quantified according to Sweeney 2008 (Sweeney et al., 2008 .
Plasmids and Transgenes
let-7-C Δ3miR ::optGal4. First, a vermillion-containing attB transformation plasmid (pValium11) was generated that included a short polylinker sequence.
Then, a ~18kb fragment of genomic DNA was inserted that contained a modified version of the let-7-C locus in which all three miRNA sequences had been deleted.
Previous 3'RACE analysis indicated that this genomic fragment does not contain the endogenous let-7-C transcription stop site (Sokol et al., 2008) . The Drosophila codon-optimized version of Gal4::p65 (Pfeiffer et al., 2010) was then inserted downstream of let-7-C. The resulting plasmid encodes a gal4::p65 transcript that contains pri-let-7-C sequence in its 5'UTR.
UAS-miRNA plasmids. A ~1.1kb fragment of let-7-C DNA was PCR amplified from four different plasmids in which either a pair or all three let-7-C miRNAs had been deleted (Sokol et al., 2008) . These PCR products were inserted into the KpnI and NotI sites of pUAST, generating UAS-let-7-C , and UAS-let-7-C Δ3miR . Plasmids containing PCR products were sequenced to ensure the absence of PCR-induced errors.
Luciferase reporters. Target sequences were inserted into cloning sites of a modified version of the psiCheck2 plasmid (Promega). The white and chinmo 1.4kb 3'UTR sequences were PCR-amplified from genomic DNA using Expand High-Fidelity Polymerase (Roche Applied Science). The chinmo 1.4kbmut variant was generated by deleting sequences indicated in Figure S3 Small RNA northern blots RNA isolation and northern blot analysis were performed as previously described (Chawla and Sokol, 2012) . Radioactive signals were collected with an Amersham Bioscience Typhoon 9210 (Physical Biochemistry Instrumentation Facility, Indiana University) and quantified with ImageQuant Software.
